The genomic RNA of 6/94 virus, an agent isolated from the brains of multiple sclerosis patients, was studied for sequence homology by RNA-RNA hybridization with closely related Sendai virus and another paramyxovirus virus, Newcastle disease virus. It was found that the genomic RNA of 6/94 virus hybridizes equally as well to the virus-specific 18S RNA found in Sendai-infected cells as that of Sendai virus.
ter Meulen et al. have isolated a virus from cultures of human brain cells, obtained from regions adjacent to fresh plaque areas of two multiple sclerosis patients and fused with CV-1 cells in the presence of lysolecithin (6) . This virus, called 6/94 virus, was classified as a member of the type I parainfluenzae on the basis of both immunological (6) and morphological evidence (4 In both Sendai-and NDV-infected cells treated with actinomycin D and labeled for short periods with radioactive ribonucleosides, several virus-specific RNA species (50S, 35S, 22S, and 18S) were identified by sucrose gradient analysis (1, 2). Of these, by far the most predominant species, which sediments at 18S, was shown to be completely complementary to its homologous virion RNA (1, 2) but not to heterologous parainfluenza virion RNA (1). We therefore isolated the genomic RNA of 6/94 virus and examined whether or not it contained sequences homologous to Sendai RNA due to its ability to hybridize to Sendai 18S complementary RNA (cRNA) (see legend to Fig. 1 ). As shown in Fig. 1 At 18 h postinfection (30 C), 10 ml of medium was removed and 50 Mg of actinomycin D was added to the remaining 5 ml of medium, followed by 100 uCi of [3H]uridine (25 mCi/umol) 90 min later. After a further 60 min of incubation, the cells were harvested by trypsinization and washed once with phos.hate-buffered saline, and the RNA was isolated by phenol extraction at 60 C (7). The RNA was recovered from the aqueous phase by ethanol precipitation and dissolved in bufferA (0.5 M NaCI, 0.01 M Tris buffer [pH 7.6], 0.1% SDS), and the solution (3 ml) was applied to a column (0.5 by 4 cm) of thymidine polynucleotide cellulose (3) equilibrated with buffer A at room temperature. After washing with 3 ml of buffer A followed by 3 ml of the same buffer but containing 0.1 M NaCI, the column was eluted with 0.01 M Tris buffer (pH 7.6) containing 0.1% SDS. Fractions containing the radioactivity eluted at low salt (third wash) were pooled, and the RNA was recovered by ethanol precipitation, dissolved in 0.2 ml of water, and centrifuged through a sucrose gradient (5 to 23% in 50 mM LiCI, 10 mM Tris-hydrochloride [pH 7 .5], 4 mM EDTA, and 0.1% SDS) in the Spinco rotor SW41 at 38,000 rpm for 3 h and 45 min (7 C). The major peak of radioactivity, sedimenting at 18S and representing about 40%o of the load, was isolated, and the RNA was recovered by ethanol precipitation and dissolved in distilled water. For hybridization assays, each tube contained 500 counts/min of [3H]18S cRNA plus varying amounts of either Sendai, 6/94, or NDV 48S viral RNA (isolated as previously described [5] ) as indicated, in a total volume of 0.5 ml of 2 x SSC. The tubes were sealed, heated for 4 min at 125 C, quick cooled in ice water, and then annealed for 1 h at 78 C. The tubes were then opened, and 0.5 ml of 1.5 x SSC containing 33 Ag of ribonuclease A was added and incubated for 30 min at 25 C. Carrier rRNA (30 Mg) was added, and the RNA was precipitated with 6% trichloroacetic acid and collected on membrane filters (Millipore Corp.); 3H radioactivity was counted by liquid scintillation.
